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mW<D%m £tTRAIL-R#t#: 

(a) TRAIL-R1 & UVX fiTRAIL-R2 £ 3§Jji Ltv^ ffiMM K 7 *° h - v X £ If #1" 

(b) TRAIL-RlS.y f /X(±TRAIL-R2«r^LTV^H ME#« (tfFI£««£l£ 

(c) u if bmm« £ His t * ^ 

3 ] MTO (a) ~~ (c) W-r^TOtt««:^ri-*ttl#3lt±^0«ffiW 

(a) TRAIL-RlS.^7XiiTRAIL-R2^Hm Ltv^HllCT*" h - 

(b) TRAIL-R1^0 f /X(iTRAIL-R2^HilLTv^ t ME#*Wfe OH : ll®#fflJ&£l£ 
<) K(±i2W£&lJ$&v> 

(c) t: hJflWffljl&MfcSNfeLfcv* 

[If ^ 4 ] TRAIL-R2 K »i Jft^-f & # S TRAIL-R1 K fif££- L * v > ff *5 2 X 

[|f^5l vW-7-)^a^7'J K-vCiiJlt^Wty^n- 

i ~ 6 om* M^zmn^^xat^mm^m^o 

[ff*58] K--7E-11-13, H-48-2, L-30-10. N-18-12, W-40- 
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5. X-14-4. X-51-12X(iG-3-10m: ^M^^tL-5>, TRAIL-R13l(±TRAIL-R2H^ 
[If 3t® 9 ] ^ffrg-^TERM BP-7599-C&& W 7V K-^H-48-2^ «fc t) 
[Wtf 1 0] E-ll-13, H-48-2, L-30-10, N-18-12, W-40-5. X-14-4, X 

[IfNt^l 1] TRAIL-R2tC|§^1-^^y ?u-i-)V\jiWlkm. f SL-fZ>, gffc 
#-t^TERM BP-7599-e^)^/N^ "7''j K--7H-48-2 0 

[ff^l 2] »^10X(±im*c^WrV K-^£*«U !#<btL£ 
^*^^f>TRAIL-R2^|g^-r^i5L#^IIIl|Xl-^ t £!$fflltir2>, £tTRAIL-R2^e 

[fflfjjfcgl 3] TRAIL-R2l<z&&ir2>t%fo<DMmfrt>, TRAIL-R1 H li*S£- L 

mmm 1 4 1 w Mm 1 ~~ 9 (D^-rti^^ztm^mxn^^mmm 

m^m 1 5 ] mm**, &M%mm. mm, %m, mmm, m&m, wm 
mm, &tfn.m, v >;m, wm, mm.m, ^-gmm, $mm, &m 

m, %mm, mmumw-±&m, &mm, m$&m, mm&m, m^m, mmm, 
mmm, z^omm, m&mm. ^-gftmrnzm, ?gftmfc, mm 
Ms ij^zy'mm. ^mm, m^m^mm, stu^m., mmwm, ^mrnm, n 

[0001] 

*#JiiT*° h - v^HR8#1-^»imm^?-e*^TRAIL^:##:i(TRAIL-Rl)X 
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(iTRAIL^:##:2(TRAIL-R2)$r^1-^tiLTRAIL^##: (TRAIL-R) tfrffcKliat" <5>o 
[0 0 0 2] 

et al. (1972) Br. J. Cancer 26, 239 #HS] 0 7#h-v*«\ ESI&^'J > 

(Tii^i^tt) oa^fc^oaeic^-c— mz&hfiz>m$tx%>z> 

[Itoh, S., et al. (1991) Cell 66, 233-243#flS] 0 7 # h - y * K J: 0 #3fc 
3&*rsKh-v^H«t fix Ltd fc. AIDS, 7^^-f ^-#5, 

y>m, mmmmmmm, gfrnmitm. mm&mm±&, 

#*£>&[Kataoka, S. , et al. (1996) The Oncologist 1, 399-401#BS] 0 
[0 0 0 3] 

Ttfh-iyXiZ&^XtefflMgffinmm, i^D7f>« SferfeftDNAO 

Htt<7)^ £ y r ^ £ <7)m & mm<o mt * 3 1 # & - l -c v * & t # £ <b a-c & 

!K f*lHt±<7) Lt, myc^^OMfE^, bcl-2, p53& ^OffiWUMflMX 

f^7*' h-->*oiN|fcMfcoTv>&£ ii^tt^^it-cv^ [M-^^fiR^b (19 

93) H&H^ 11, 17, 2324-2328#B.s] 0 ^H14y i: LTfi, ft^&SI 
^Wam^t^K 7*° Y-lsTsZm&lrZZ. bi>mbfiX^Z> [ftmZMh (19 

94) ftfrlS^ 49, 6, 1 152-1 157#jS] o 

[0 0 0 4] 

i<7)i-)^T#b-y^CKW^i LTti, MMW$mi-a (TNF-a) 
. Ifi^Eli 1 - /? (TNF- /? K Fas 'J # > K & Wmmmsm* ? r < U - (TNF7 
H^1-^^W|WI^^tLTV^ 0 TOF-a&tfTNF-/? tt**IHJfeK7# h 
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- vX£If2*1-& <h<7)^-g-7& ? *^[Schmid, et al. (1986) Proc. Natl. Acad. Sci. 
83, 1881#BS;Dealtry et al. (1987) Eur. J. Immunol. 17, 689#BS] 0 
<7)Fas£7^4Fas'J KO^ffi#:(i g e&^m^S£M1-£ - tfrh. Fa 

s # y Yi&m k is »t * s et/tSRiStto »; * r *° h - v * k «t «9 

-f&W&ZU^X^hZ <h/^3K^£*tTV>£[Krammer, et al. (1994) Curr 
.Op. Immunol. 6, 279-289#B3 ; Nagata, et al. (1995) Science 267, 1449-145 
6#BS] 0 Fas IZSfcmK) izm&-t &T=f-Xy-4 y 9 ft v 7s*: J 9 u -± 

tt * mmm km l ttnf- « £ rams otskf-^ ^s^tt z^-t^t $ 

tLTV^ [Yonehara, et al. (1989) J. Exp. Med. 169, 1747-1756] o 

iartt;v^-r-^^fSiitTv^ 0 TNF"7 r 5 <; -^o$##(ilt^^tL-ris 

[0 0 0 5] 

as&<fc tFTNFRm. v a v a -V^J- g^mfS^preaper [Golstein, P., et al. ( 
1995) Cell 81, 185-186#BS ; White, K. , et al. (1994) Science 264, 677-68 

3#bb] tmm±*7F-$-v¥M'?$>z> r-r\x 4 y\ tmsti&T^ v - v*<7>~> 

T ^ 1° 7 - 5rTFADD/M0RTl <D^S%iS:L, FADD/M0RT1 K Iti^^X^-^ 
(Caspase) -8(7)^14^^? I Sm^t* femtL tz * X^-Jf-Siz £ *)TtiL<OlJA 
'*-*ffr=?&*m<kt&&1kU &fcMlzmffi.ZT#Y-i'X^tm< [Nagata, 
S. , (1997) Cell 88, 355-365#flB] 0 
[0 0 0 6] 

MM<DT#h-^7*mmi-z>TW7T^i)-ftj-tf§£&zt L f Zo W ii ey 

[Immunity (1995) 3, 673-682#BS] 14, CO^T-^r |~TNFIig&T *° h - v^lf 
$ 'J # y KJ £ £ (4 ffi & tc TTRAILJ Lfz 0 c\<D 5xT- tiifc, TApo-2 •; # 

> KJ ££14 TApo-2Lj t &nf{4*lTv>&[Pitt, R. M. , et al. (1996) J.Biol 
.Chem. 271, 12687-12690#BS] o te±. ZOft^liTRAILt LtWlttt 5 



t±itiE#2 004-30392 19 



# m 2001-150213 



^-v: 5/ 



[0 0 0 71 

Fas ify K t l±#*fc 19 , ^Ti§:& lx^<;i/coTRAIL(i#- («U OjBKftfT^W $ 

tt^, (^ijx.(i\ i&mu m. m&kts mm, «^ ^.m^v^^m, 

}&m, m) o ZLX^<<>fr<DMMm^&^XU1%MK$m2ti2>o TRAILS 
. Fast; ct^^c0v^^;W5it^»Jl1-^B#^#rt-C\ TNFIf z*teT# h - J: 
<0 i>#1fZKW-< TtfV-z/X*MmitZfemkZ-&2>Zti>7f;ZtlX^2>o [Marst 
ers, S. A., et al. (1996) Curr. Biol. 6, 750-752#J8] „ 
[0 0 0 8] 

TRAlL<D^mi$-t LX, Ifttti:So«^ >^^K* s raSe$*L-CV^ 0 TRAIL 
-Rl/DR4^.d c TRAIL-R2/DR5<7)z:ocof:##;(i N <h & [:f^ ^ >**fflfl&F«3^J*tC 
^o; i:^^$tLTV^ 0 TRAIL-R10^^{i)&lit, *ffilfiLfijfiL^ /WJ§, 
HSHRSr-g-tr H h<9#< O&IS*^*!) ^ft&o TRAIL-R2<7)$S^:^^fiSf)li, 3fcfB 
jflLU>/^ W*Sr*±t:*fc Lfe, #< <Dm.mrpxmWZ *IX \s*Z> [Van, G. , et 
al. (1997) Science 276, 111-113#J& ; Pan, G. , et al. (1997) Science 277 
, 815-818#BB] G 

[0 0 0 9] 

Stilt: hTRAIUi. TRAILOIH^HW^ ^ * >/^fT* f) , 

^mm<vmmm~ r *° h - * if * -r * - t $ *lt & [Gr 

iffith, T. S. , et al. (1998) Curr. Op in. Immunol. , 10, 559-563#flS] 0 $ £> 

•tT-^-e^&^^^LTv^ [Walczak, H. , et al. (1999) Nature Medicine 5, 
2, 157-163#BS] o [5j D <TNFl/-tr7°^-7 r 5 U-HJR U T^h-v^lf* 
;^t££J#oTNF-a ^FasO # > KttiH&tK TRAILiiv^^StT^-^^-f 
!E#&i^2J LTl»S£#;i&£<bfi£^o*: [Ashkenazi, A., et al. (1999) 
J.Clin. Invest. 104, 155-162#BB] 0 
[0 0 10] 
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tLX^^o SfcK, ftiSamx.^ h TRAILS MEUfffFUKHBlfe^TjK h--> 
X%m&1'ZZb1>m&Zti [Jo, M., et al. (2000) Nature Medicine 6, No. 
5 , 564-567#HS] , i , h mfflft& Ki>T#h-z/Ai: fSstt Z>z\t £ 
tifz [Nitsch, R., et al. (2000) The Lancet 356, 827-828#fig] 0 ffffliM 

j^lff^S:gH&Lv>X^^>^>^-*9ElcMib L#&3W*fc, TRAIL<W« 
iw*4"t&jHI|||&?Eg|ai»i#tw^:#«:raat LTy±B£?&U\ TRAILS t Me** LE^ 
o n p<h LT^ffl-r^^^^tt^^^tf^tt^tL/zLNagata, S. , (2000) Na 
ture Medicine 6, 5, 502-503#S5] «, 
[0011] 

miL^flfmiC^i-^^^ifS^ttO^Mti, TRAILS 
JitCiK#L-CV^ t <DW.^i> tiJ^tLTV^ [Lawrence, D. , et al. (2001) Natur 
e 7, 4, 383-385#BS]^\ TRAILS RO£t£ttli;fertfffl3£0&_t-e 

<£> & o 

[0012] 

tt/z [Ichikawa, K. , et al. (2000) International Immunology 12, No. 4, 55 
5-562#HS] o ftmm&*W^L%\<*Z LibmmZtifzm&ZMFas') tf> Fl±& 

h \z & t> h -r\ mmm®. zthzz^o &mm w * w« i± w & a* k a o 

<b-f\ $|x_(;£TRAIL& M#14-?.i^(:#^^^7 zf-x-f-y tfflfc 
£ m%X # & ^ 9 rt* ti^T* (i £ v > 0 
[0 0 13] 

TRAILS, iffl&O&KTRAIL-RlSg L < (±TRAIL-R2X(iCtt^>OM^^f^ffl LT 
7*°f-yX^ |f #f * ^ TRAIL»» 1-7*° I — 4- if #f ^^F^l/ 

7*7- 4 v ^i5t#CTRAIL-Rl/R2jlM4^#SPt-^ - TIFF #14^m »"C § * ^ 
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[0014] 

m&mm km l x t± . £ u iE#ia^ t £ £ um-r - ^ a* 
m^t^m^R t^&o rn.mx.rn ^ v trails x %> r *° h - v^if^^^ffl^ 

[0 0 15] 

Jjl^ «)Si±^?h£1-& W-t-7°^--e*^>CD20^tI«Ji: Lfc^ 9fcvt£, He 
r2/neu£Hlft£: Lfcfc Mti5L#£ * n m&MmZMMm 

mm^<7>mmmm^t^i!$WLzn%, fcmmMtLxm^mmx$> 
&o mult, mmmmM%mjw.%MMt Ltz^xh^t. &5-Lfzmmzmm 

&mm*fflMm&wn%£<DMM*m&Lx&< ztKi *k %a&Lfzmmzm 
m&iz^mm&zn^mz&^&z tx\ mmmmm^mwmnt, \nw 

[0016] 

^z.<btiZ> 0 Lfri>TRAIL<D^mm~ni-Z>t%1$X$>1%lf^ I^ilt MRAILg 

{ z <7) # & Jfcfl; (7) $R ^ ( i & $ X v ^ v > o 
[0 0 17] 
[^^M^Lid t-t^lfS] 
^HHgo^iog^fi, ZtitXItZ^ZtiX^*^, t: MRAIL-Rl&OVXli 

&m$2 004-3039219 
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k h TRAIL-R2 tCjft^-C # . mmfa KM L Ti|##|fi<J K 7 # h - v * £ %% M L > 

. f trail* y^?nx"im^z?\ZMz.-rmm<D$>z>t me#f^i 

I* i li ?^SJ £ £ - £ K & Z> o 
[0 0 18] 
[Ifffl £ & £ <Z> 

yxi'^7^7^^IiL> h 7>^vx-7^v-)^^b hTRAIL-RlX(±R2T 

y b<DH&[(1975) Nature 256, 495#M] ^v^^(;j;f), frSITRAI 
L-Rl & (iTRAIL-R2 {Z^-T Z> J ? u - -T ^Mt^W^'J K - 

JrLX, Z\<DffiM*y ^n--^jfi#(i, «*fflJfe<^M^&;E>miL-Rl WVX 
[0 0 19] 

( 1 ) TRAIL-Rl R tf/X (iTRAIL-R2 izfa^-f h tfifcX it % V>m & ftJ if it o 

(a) TRAIL-Rl^:U f /X(iTRAIL-R2^^?|L-rv^^|ffl^^T^ h - i/X ^if^f 

(b) TRAIL-Rl»U r /XtiniAIL-R2*|&aL-Cv^t MEMBife (JffUKaBlia*!^ 

(c) t hsrmmmmmzm%L%^ 
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Wf Jt o TTRAIL-R2 K iijfe&ir Z> # 5 TRAIL-R1 K l±&& Lt*v4<0^ *5kW<D 
[0 0 2 0] 

ttz, ±fE#L#:{±. ~?<y*--?'yx^4'7'V K— ?\ H-48-2 
, L-30-10, N-18-12, W-40-5, X-14-4, X-51-12X(iG-3-10K J: «9 S££ tl& * 

1-)\sfcfc<D9 4 Ay ^n/'j >G(IgG)ffl#Mfc*e*>&o ^^f/'JK 
--7 H-48-2 (i. 5:lt#^-^TERM BP-7599t L-C^K^ ttrv^ 0 
[0 0 2 1 ] 

(2) E-ll-13, H-48-2, L-30-10, N-18-12, W-40-5, X-14-4, X-51-12^.tKG-3- 
10#> /^<b3I<£^&, TRAIL-R2^!£-£"f ^y ^n-tJ«?-I4t^ 

(3) Mm;^7* } ) K-^£*£*U #^&^*W^TmL-R2t~*^1-&^ 
#: £ 011X1- Z>^t*mfflLt-$-Z>, f/CTRAIL^-^y y n--^;^jn[#<7)$|ijg^v*o 

[0 0 2 2] 

(4) TRAIL-R2tc^-r^^#0*ia^'b. TRAIL-RlUfilg-^t^v^O^ilfe 
« Iff £ ^ i£ £ fftfci: 1" & > £ M L & v ^TmL-R2#L#?> M 

[0 0 2 3] 

iftLtii, fflsui, M*. i^i, wmmm 

ifii, si^jS¥±^^. s«^s. mK-ss, m^m, %mm. mmm, mm. 
xtfismm. jfiLM. ^i^jfiL^M. ifiL^^flt, mm^m, itiM> 



tBliE#2 004-3039219 



&m 2001-150213 



^-v: 10/ 



[0 0 2 4] 

mMiL-Rmzm^s ?v-j-M%m-, mmufcfcttLxrtf h-^xz&m 

tiiStt^JbS i t ?*l"C^4 [Griffith, T. S. , et al. (1999) J. 

Immunol. 162, 2597-2605#Pl ; Chuntharapai, A., et al. (2001) J. Immunol. 
166, 4891-4898#BS]o L L & , C *t X &3fcO & <OT&£ 
o aifex.li h TRAILS ^*«K*3t^-craffl£*oTV^ tMEffFI 

[0 0 2 5] 

fK^i^fcK, ^f&^frMH h^LTRAIL-R2-=ey *n-^;Hfrffcj±, H ME 
f^fi*(7)ttt:^Lt<7)^^<bf> «it h TRAIL* >/^ft:J:^« 

<h^lJ0^L7t:o -(7)TRAIL-R2tC^L-C#^6^^, frM}5tTRAIL-R2 

[0 0 2 6] 

Sd5vf££: LTfi^ Ay ^'n/'J VG(IgGK IWIA(IgA), |WJE(IgE) £> «t UWUgM) 

[0 0 2 7] 

1. TRAILS.?/'?- <r>%m 

■*$km<ottfo\*. mmrn^rn^- (tnf) gg^T^h-v^^sv^rvK (trail 

) <D&&feKN1r h%mx$> *) , (DTRAIL-Rl^^-r^>tiL#> (2)TRAIL-R2^j£ 
1" -5. & tKDTRAIL-Rl t TRAIL-R2C0 m% K RjSf & i" £ e *3&W 
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Vit, (Dojftttfc T^TRAIL-Rl^J , ®RU*®<Dtiiit* rifiTRAIL-R2i5L#:J t 
- <b &&-5> 0 ttz, ^^^#^43V^TTRAIL-RlhTRAIL-R2<7)^<7)TRAIL^ 
&±&)K&t>-&-CW%ir2>iir&l*, lTRAIL-Ri;RU ! R2j £^7 Z ti>$>& 0 
X, 0flx.f£ rTRAIL-Rl^tm^^^^-J <D X 9 KfSft Lfc*&£ii (^O^ 
jfctil 1 , TRAIL-R1 ^ * - , TRAIL-R2<7)§§il^ ^-O2o£f£ 

[0 0 2 8] 

mh-^tto [mmmti] tit, mw-^fr Wftmvr) x$>^x, 

f/£m^<?)fPffl^lo^_L^#-t^ kO£i£l*U *#WtC(iF(ab')2 > Fab\ Fab 
, Fv, y^JV7^ K^FV, — ^$IFV(scFV), & «t i fib (DZL&fc&tf&lf h 
f^h (D.J.King., Applications and Engineering of Monoclonal Antibodies., 
1998 T.J. International Ltd) 0 
[0 0 2 9] 

Lt(±, f«x.(i\ ^&0^yfeWKfE*&£*L£, MRAIL-R1 
[0 0 3 0] 

e^ij 4- ^r-r * mils avs 7t nmkfr ht^^^y ^^--r fr$m & £ « o 

mm, nx, urn) it, z<DT<;mm*^-Y^&m.mim*ufrm^m 
t^itci ^mx^hz.t^x^^ 0 z<Dm.mm<DMfr&)%cmt. m.$a<o& 

fi#^#7^^2gA& (site specific mutagenesis) ^XfcfeiZ X *) 2»A1~ 
* (Proc Natl Acad Sci USA., 1984 Vo 181: 5662) o £rC# 



tBf£# 2004-3039219 



mm. 2001-150213 



^-v: 12/ 



[0 0 3 1 ] 

— Ut, \%W.<D%Lm^*n&&tzfr(D^tf:mW (0Ox.l*. bovine serum album 

in^) t<Dm&mz, <&m^fccx$Lmmim (7n^>K^j^iJ^ 

fc: hPi?L»j^^^i--5)o £>&v>ti, t: MRAIL-Rl^n- KI-^afcT-, Xfit: 
MRAIL-R2£n- Ki-^itf^T-^agAL. TRAIL-RlX(iTRAIL-R2^lffll^MtCii 

;i4jvf££M£1-£ y n - > ^il4Ri-^> d t \z X o T^#-r h Z. £ 
[0 0 3 2] 

G2&*^iiIgG4KgS&-?*& 0. FcHry^-U^-f ^^JKOfiv^^ 

%m\Z^ 3-K\ 'fyf'^A, ^>V^A, T-y A^C7)^#tt»tt (J- 

W.Goding, Momoclonal Antibodies: principles and pract ice. , 1993 Academic 
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Press) > B IIII, y7r'J7F+-», 'J v «t 9 &£ffl«#L J: 
^hM^-fc-K 7^7^/^ *n77^y>^^j[;fi|SI (D.J. 
King, Applications and Engineering of Monoclonal Antibodies., 1998 T.J.I 
nternational Ltd.; M.L. Grossbard. , Monoclonal Antibody-Based Therapy of 
Cancer., 1998 Marcel Dekker Inc) Maytansinoid^<?) 7°n Yyy? (C 

hari et al., Cancer Res., 1992 Vol. 52: 127; Liu et al., Proc. Natl. Acad. 

Sci. USA, 1996 Vol. 93:8681) ta - t K «t *) 

*3V>-£\ TRAIL-R2tCgt^U TRAIL-R11C{±^ L&vvftg *^ft* & <7>K, tl 
, TRAIL-R2H^1-*t/L^^ffl^f>. TRAIL-RHC(±|g^L^v^O*iife-r^) 

xfi tr - <h t -r & , jftmmmm®. £ ^ l & ^m™ i i -R2 gt#o is # 

j£*fc$Wfc1-&o L^Lfcrt*^ ffFUBfl&KSttS:* Lftv s *3S««li, TRAI 
L-R2KjBr£- U TRAIL-R1 K Ji*££- L & v>1£5f £;£ & tf> KR5e$ *L* & <7)-Ci± 

[0 0 3 3] 

WKS: HHJfe^B K jg^J i:MLT^-5 IBJI&OffciSL (2) M> £ Ml iz v±lt1" 
t'f&tiLfaZmtklr&^'CTV K--7»oa»«. (6)^.— *BIia^n->^o^ta 

WT, titTRAIL-RlS. Ln?2^ 7 * D - ^ ;i4/C#<7>f«?£ £ -hfSXfl K ?fro 
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[0 0 3 4] 

(1) McofflM 

? n ( JslTTRAIL-Rl-hFcS. ?/TRAIL-R2-hFc tv^) £ffl<^£ ,1 1 **"C £ & 

o TRAIL-Rl-hFc^^TRAIL^-hFcti, TRAIL-RlXliR2<!: t: MgG^Fcfllt t ^Bfe 

f^lsm^O^^vf^^ffl^l-^xr tlZX *) Mft-Z'^&o hh^$. ALEXIStt 
h TlTlE $ tiT v > & TRAIL-Rl-hFc$. C/TRAIL-R2-hFc ^fflv^^^T^^o £ , 

t L T -T h £ ^ 75 s "C § & o $ «b K , TRAIL-R1 £ tflSO- f i^£Q t? *> 
& [Pan,G., et al. (1997) Science 276, 111-113 ^Science 277, 815-818 

#hs] ^n^-^jg^no^rS^ <fc TRAiL-RmcmoT ^ y^s^ij^^^ 

[0 0 3 5] 

^ -pEF-TRAIL-Rl deltaWpEF-TRAIL-R2delta (J^T ITRAIL-Rl&cmdel 
taj fcv^) £L929«K#AU #ffl«MlCTRAIL-RlS.(^R2delta^i§fiJtm 
SLtv^«|)titi^ 0 pEF-TRAIL-Rl deltaScK p EF-TRAIL-R2delta(i> 
-etL-TtU t: MRAIL-Rl delta* K-f&DNA&tffc MRAIL-R2del 

«t0f^K"C^* o fcrtfU TRAIL-Rl&OTB&n- K1"&DNA, 
[0 0 3 6] 

pEF-TRAIL-Rmc^deltaTL929^^f^M$5^ LT#^ tt/i^ 
®$£&1*£*§*U pEF^^ ^-7& ? #A$tL7^#tt^^#$tL-2)^^-7^ v>» 
tt^Sf, S.^-V^mTRAIL-Rl^yT^^'; ?n-^;Hftffc (DAKOttSD 
raAII^-RlXtmdeltaliaoitBi: MRAIL-Rl RtflEdeltafc^Ofll 
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mmm iz&m l t v^l92«& &fmt # * 0 

[0 0 3 7] 

V XtfMktftmfcm^btl&fiK ^(OX^^^^^mUh^^M [Tomizuka. 
et al., Proc Natl Acad Sci USA., 2000 Vol 97:722] KfBttSfLTH&o 
[0 0 3 8] 

jffil*Jrti£lt, %.m&M% t*^-fti-ei> X^tiK BUKrt&ft, JEffiffiStiTt 
^t±. —UK Sfcf±, iS^&KRTe L< f±3B HIHIWHrc) IK 

[0 0 3 9] 

fRIA&J n Hffl**^ft5e*i* (&T TELISA-^J t^i) . Ikffi&W 

[0 0 4 0] 

^B^tci3tt^i5L#1BfiOiiJ5E(i, m(£ELISA&^ J: tU£\ ^Tt:f»?>J: 
d^H^iOffdifc^-C^^o t-f\ lfSi/:tiOTlLtatitl-TR 

mr tbsaj tv^) tcioiiv^ mmmim&&. -mx^tLxmrnu 
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[0 0 4 1 ] 

(3) 5 in-TOSMttlfl 

(BALB/cfi^) ^ J-n--r^P3X63Ag8U. KP3-U1) [Ye 1 ton, D.E. et al. Curren 
t Topics in Microbiology and Immunology, 81, 1-7 (1978) ] , P3/NSI/l-Ag4 
-l(NS-l) [Kohler, G. et al. European J. Immunology, 6, 511-519 (1976) 
] , Sp2/0-Agl4(SP-2) [Shulman, M. et al. Nature, 276, 269-270 (1978) ] 
, P3X63Ag8. 653(653) [Kearney, J. F. et al. J. Immunology, 123, 1548-1550 

(1979) ] „ P3X63Ag8(X63) [Horibata, K. and Harris, A. W. Nature, 256, 
495-497 (1975) ] i^fflv^aWK Z\tlb<Dfflffi.mt, 

m x. tf 8- r^r— vis* [v^^^y, i-t^ii-tv*-*? j y^? 

v^y>S^«iit (mT TFCSJ t^o) ^inx.7^RPMI-1640i#M^8-T 
Hf^T— >4rflnx.fcJgJfe] x ^3 7^^7 3§i (Iscove's Modified 
Dulbecco' s Medium ; JSLT TlMDMj b v» ■? ) , 2 fcfct ^ y rr 6jr^ - 
% (Dulbecco' s Modified Eagle Medium; VXT TDMEMJ fcl/*?) "e«&ft*S*1"£ 

mmm^(D3-4Bm^iE^mm mm. 10% Fcst&ttmmm'] -c«ft 

i£«U ife^ B H2X107i^±<7)|ffl^^1if^L-Ci5 < 0 
[0 0 4 2] 

(4) «ifc^ 
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[0 0 4 3] 

m (3) Ti# h fitz ^ n - -7 £ Si^r $ -£ & t L TJJ^ft & — 

^ £ co (i , »#14^Jt®: fitJ^ & < m^mt & fflm * . *° u ^ f - 1/ > ^ U n - ;w 

[0 0 4 4] 

Wh^xn-vt^ fcjfir/t*§ttl (01 x. (iDMEM) , i tz it U > 
i&M (VXT TPBSJ tv^) t± < L , ffMM& tUn-7 <7>*BHa«[0 Jfc**5 
: 1 - 10 : iea K & & «fc 9 K L , & o ±m * L . M L fcfflUft 

» * J: < ti C L tz'ik, mW L 4 lb lml (7)50% (w/v) *''Jifl/> =r - 
T-M1000-4000) ^-a-tfitJfllVt^^^Ti-^o lOmlO&lfiLft 

•9- > • 7<y7r'J> (JslT [HAT J t v» ) J: £Ft b > 

[0 0 4 5] 

(5)'W K-vSoiK 

■9- > • ^T — > • U **v;U F5^7x5-e (HGPRT) ^ti^-C* 

*«»t*£ ft#I41JSt $xD-v|fetOA 

o 

[0 0 4 6] 



tBSE#2 004-3039219 



mi 2001-150213 



^-v: 18/ 



0 fcrffU ELISAfflOfiLJBRt LT±IBSl!^^ W**«&ffiv>£»£-J±, t: MgGO 

->&&9\--t-&&tft1>*'&We$>&o "t^X 1 u-y<D^m$. Mx.lt t: big 
G<7)FcfIlt ZtXW-. t L T^ELISA^ IZX*) «6K"t & - ^ § & o 

[0 0 4 7] 

(6)^n-->^Iig 

1 «t 9 L Ti#*1- & lfc*^»*-e^« L n n - - £ 0 

[0 0 4 8] 

#3£93<afc h ^TRAIL-R2^ y ^ n - f ^ "7 ^ ^ - 

K-vH-48-2(i, s PlSl3^5^18H#tt'eaaifri&&Aj£*tt* 

it^^^f (^iio< (fTtrmiTei#^i) ^a^K^tt-rv^o sn^it 
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10 0 4 9] 

i"^^TRAIL-RlS0^2^y ^n-^MA#^#^i t^^^o S/t, |5]^$cO 
(WiliMB/c) £ L < liNu/Nir^ 77K 

y^n-f«»7 h (Mz-l£. MAbTrap Gll^y h ;77->tA77^ 

[0 0 5 0] 

(±J^T<7)<£ d Kfr 9 - ttfX^Z> 0 tir\ mfc&t LXl$jr?T^u~- (Ouch 
terlony) ELISAv£> £ 7t(±RIA&7»lf £> tL& 0 :* ? 7-^n^.-&fifjfHg-C 

? ? X £ Rte-T & - <>: T^Wtg-e*) <5> o 

£<blc, ^>/^S^i(±> 7t-'J>n7'J-S, £ <£ cmOnm&c jolt & 
MJt [1.4(0D280) = -T A/ *fufV >lmg/ml] X *) |fffi1-&^£^ X *) ffo i 
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[0 0 5 1 ] 

X£Z> Q if, ^ey^n-t ;^A#ofSit1- £ ft=f<Dm* tzUftmrk iitmir h 

a^iw-c^-t & jj-femtf*) & -tie e 0^/2*6 k ^m.^^xm 

[0 0 5 2] 

fI<7)^-V zfy^-f^f- V&^&tz&GDfMi'E&Jj&t LT, TtT^co^ yh (#!)x.f£\ SP 
OTs^yh (yxyy^.;Mtt^ny-X|iI) , £° 

[0 0 5 3] 

m^mmK.^.m^m^xm^'ttim.m^mm^mwk-r^zt^x^^ (p. 

J. Delves. , ANTIBODY PRODUCTION ESSENTIAL TECHNIQUES., 1997 WILEY, P.Shep 
herd and C.Dean. , Monoclonal Antibodies., 2000 OXFORD UNIVERSITY PRESS, 
J.W.Goding., Monoclonal Ant ibodies:principles and practice., 1993 ACADEM 
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IC PRESS) o 

[0 0 5 4] 

^fntif«t^i^:i±, tgmir2>mmm<v<&&, 

[0 0 5 5] 

^^p^T^^ TRAIL-R15.0 f /Xt±R2=S:liaL-CV^««flflatCT^ F->X 

b) KYjEi&mk&&mm*igmu ^m^m^mm^m^L^tzm^ 

[0 0 5 6] 

< (±±SBa) I S«c^?g"t4, f & =b ^tt K*t LTT'f 1 — yX^ if St" * fiHt t 
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[0 0 5 7] 

Lfzm^'CBM (#Ux.t£\ H h^MM^Colo205 (American Type Culture 
Collection No. CCL-222) ) £*£*U ^(D^M^WHT y -b 4 (Green, L. 
M. , et al. (1984) J. Immunological Methods 70, 257-268#M) &<Djjfe"? 

[0 0 5 8] 

2. E^ara 

m^w izjfrm z tmzifemM tfzit^vvr o , m<o$cfci tz 

mmm (? v -x k 9 ) u <.&s t s *l& t # kjje*) «t ? 
, mmk nm. yn.;^cuM4> a*ra>h 

[0 0 5 9] 

tKtl-t^it^^o ^P^-eti, 10O.lmgJ!;SlOOOmg£&T 

*Sfclp! £ *i Eil»J&!» *i , TRAIL-Rl & cm * US L T v > £ fflflgL K jg H 

[0 0 6 0] 

M«ofi«(i, mm. %m. mmm, b&m, wmmm, &m.m 
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. >;m. h*. T-siM. ^sftmm, 9mm. xtmm. 
mmumw-±&m. &mm. m&m, m$.mm. m^m, mmm, mmm. § x 

ffi. JfiLlfJli. IlStJifl, JfliW^ffi, ^JJI^ffi, mtfttUfelfi, tt^mtffi, ft 
[0 0 6 1 1 

[0 0 6 2] 

is« $ ti & mm<o & mfc $ a & <d -? a & v > c 

[0 0 6 3] 

m YiMi\.-^mxf^i)m^m±-Kmmm^Lx^hmu^n^tz^, t mrai 

L-RlWR2<7)^KT < J m^hmm^M^T^ V* 4 yRXfTTs V* 4 > J: 
CMM®\<DT< hTRAIL-Rl&t/t: MRAIL-R2 (WT ITRAIL-R1& 

£/R2deltaJ hv>9) l§il-7°7^^ ^-£fFi*L/i 0 TRAIL-R1 ~Bl £/R2de 1 1 a 

^3- Kf £DNA(i, PCRfe^J: »)ftSU:o 
[0 0 6 4] 

a)^ftt MRAIL-Rmtm^^^^-COPM 

MPCR^t 9 K&fz*)* mmt Ltfflv^;^l±, t: MRAIL-R1&<7R2£ n - 
K1" & cDNA Zi%Wir2>-7° 7 X ^ K ^ * * - pcDNA3-TRAIL-Rl & <^pcDNA3-TRAIL-R2 
-Tzhho pcDNA3-TRAIL-RlR ^pcDNA3-TRAIL-R2(imT<7)^r^-e^M Ztifz 0 
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ftt: Y TRAIL-R1 DNAWTRAIL-R2 DNA£. ^<D5' «HEcoRI@^iJ ^03' 
« tCNot IK^iJ t »jh 3 K > * ft Jn-T SSO#'J^5- -HiSilHS (PCR) * fir v > 
mnLtZo t h^fi^cDNA (ClontechttM) ^tltLT, TRAIL-RHiov^T 
li7°7^v-hLT :5' -CACGAATTCACCATGGCGCCACCACCAGCT-3' (K^J*-^ 1 
5' -TTTCTCGAGGCGGCCGCTTATCACTCCAAGGACACGGCAGAGCCTGTG-3' (ge?!l#-^ 2 ) Sr , 
TRAIL-R2 t:o^t(i7°7^-7-i;Lt 15' -CACGAATTCGCCACCATGGAACAACGGGGACAG 
-3' (@£^iJ#-^-3 ) S.?75'-TTTCTCGAGGCGGCCGCTCATTAGGACATGGCAGAGTCTGCATTACCT 
-3' (Bfi?iJ#-5§-4) *£-j£U 7>7^PfxDNA*°'J ^ 9— tf (+*7'3 • t*-7- 
;i^;H±Si) £1£ffiLT, (94°C, 20#;60°C. 30#;68°C, 90#H) X30^-f 
* ;W OPCRRJo * fir o o ^irP £ tt fcTRAIL-Rl & tfTRAIL-R2&?lJ * , EcoRI-Not I 
mfrt. LtML, iq— ^-e^^tLTV^cpcDNA3 (Invitrogenttfil) ^ * 
- tCiSIS Lfco t# <b *tfc 7° y X 5 K £ pcDNA3-TRAIL-Rl D f pcDNA3-TRAIL-R2 ifr 

XA9700; (#0 /N°-^r>i;l/-7- • v>/^>tt$i^^fflL/to 
[0 0 6 5] 
b) V. MRAIL-RlSOT^deltalim^^ 

MRAIL-Rl^O^deltaHiS^^ * - fc^TO^KTSMiLfco 1-351<7)T 

^ ymse^J^*#^TRAiL-Rm^y^ k> rv\ i-34s<dt< ymmmzw^TRk 
iL-Rzuft^y'^-vfrhte&mjLy'yx^ vzftW:-r2>tz#>ii^ trail-ri&ote 

«^/fW *a8HEcoRIE?iJ, 3' Mt%Wotmmtfc±^ K>*ftin"t 
^^OPCRRJSSr^foTto PCR(i> TRAIL-RlKow-Cti* V n** * l^*^ K7°7 
^-5'-CACGAATTCACCATGGCGCCACCACCAGCT-3' (E^!I#-^ 1 ) -TTCTACGAGCG 
GCTTATCACAGCCTCCTCCTCTGAGA-3 ' (B£?!)#-5§- 5 ) £ , TRAIL-R2 tCov^Tti^" 'J =f 
^^lx^^Ky°^^-7-5' -CACGAATTCGCCACCATGGAACAACGGGGACAG-3 ' ( 
3) Ik If 5 ' -TTCTACGAGCGGCCGCTTATCACAAGTCTGCAAAGTCATC-3 ' (KyiJ#-^6) 
7°^^^-PfxDNA^«; ^ 7~-tf (^7'3 • f-T-;Wi;W±S^) . WpcDNA3-TRA 
IL-RKpcDNA3-TRAIL-R2£l£ffl L"C> (94 °C, 20# ; 65°C. 30# ; 25.^68 75 
#K)X 25-9- *;K0&#TMt ofc e mm^fitzTRAll-8.lRmt2(DU^^ K 
EcoRI-NotI»f>i-^ LtfUL^o LT i<7)EcoRI-NotI$rJt£EcoRI tNotl 
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Bg3StT*f£gJ L TtpYOKQneo^ * 9 - (EF~7 0 u^-9- £^1" h 3§Jj£^ 9 9-) \Z&m 
Ltzo %hiitz-7°7 TsA K 3r pEF-TRAIL-Rlde 1 1 aS. ^pEF-TRAIL-R2de I tat L 

tz 0 

[0 0 6 6] 

c) \L hTRAIL-Rmtmdelta^illffl^O^^ 

b)-ef^ML7tpEF-TRAIL-RldeltaS.y f pEF-TRAIL-R2delta^, LipofectAMINE PI 
us (^3 • \£-T — )\s3-)V%M) £ffi<^T, L929*fflfl§. (American Type Cultur 
e Collection No. CCL-1) K^XLtZo it^T-SAtt^-iT^O^lCT^To 
fee (i$*®m75cm2) *T37t:, 5.0% £t»#;*TT?24l$ 

Hfl*&*Lfc|fe, G418 (^73 • tf-T-^i/WttK) £lmg/mlK££«fc 9 KflDx. 
, HIHi&fcLfco #CV*"C, hTRAIL-Rl^ 1 ; 9 v - i~ frffltRW *r$L 

MRAIL-R2* 0 '; ?u-j-)V$Lfc (DAKOttSSO £fflv>fcFACSflWr£?T v\ SfsT 

2»A $ fitzmmx-(Ai8mn<D : ffm Lfzi><Di±, trail-ri& made itazm 

[0 0 6 7] 

PCRffl-7°^^-7-^(7)^ V =TX 9 V*T- KO^jSti, ^:TDNAg»j^/» (^x 
^3948; (ft) ^-*>.x;i/v- • • 77 7-f K^-f :t vXy- AXfi 

g&M) ^fflv^T, ^<7>V — .xTJW^oT^Tofc [Matteucci,M.D. and Caruthe 
rs,M.H. (1981) J. Am. Chem. Soc. 103, 3185-3191 #Hg] 0 U ^ U-^-f- Kli 

Tkfc&JBU ^ffl1-^i-C-20°C^^#L7tz o 
[0 0 6 8] 

^ k jb 7t v * x ftmmgmm zr « e«HR«opf* i:ov»t* -^g^ 

CSC20)R&K Mg«lh 9>Xv-> (KCo5) £ 1*1 &o £<£>-7*X 

^&m<7)-?<yxt<D3:mz±t)i'zmLtz 0 rtHteigmaLsta^esHft 

lOWfi:ov»T*^flfC*H, T«*£OTI6&14#*fetf:»ffi- (SC20) £ 
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#J#1~£^£*^&rC£> <9 . 0flx.«r*KkO#^ (Tomizuka. et al., Proc Nat 
1 Acad Sci USA., 2000 Vol 97: 722) Hi£«c£*LT^;g> 0 ttz, ^^B(i|*Hai4Ig 

> (kco5) *$m-$-z>-? x y ^ThM {Y7>*¥x.=-v -C&*K Wx.i£ 

Fishwild^^O^ (Nat Biotechnol., 1996 Vol 14: 845) ^IS«c£*tTi/>£ 0 
[0 0 6 9] 

^^<7)xK(a ^'i^hlX&^'y T.^m^h^U^ (Tomizuka et al., Proc Na 
tl Acad Sci USA., 2000 Vol97:722) $ tlfzJjfeX"ffl%r L> ifiLft'f Kfc h 

ida&Lonberg, IBC's 11th Antibody Engineering, Abstract 2000), £XT<Vl?l 
[0 0 7 0] 

xmntf-Zo 1fc3%M.b L~C<Dt MRAIL-Rl^c^ti, 'MMM 1 ~£MWt L fcTRAIL- 
RlS:O f R2deltal&iaL929lffl^^fflv^7t:o M^fil^ti. ^M#(l2-CfpM L £ t: 

[0 0 7 1] 

t h t/L#M^-7 ^ IC, HJWefpM L T^TRAIL-Rldel tal&iSL929lffliaS.^TR 
AIL-R2delta3£3IL929ltt (5X106«/E) ££J£MK*OIIIfc£ L£ 0 ®mft& 

[0 0 7 2] 

m&zfctz^^Kfrhmm3.if') >smztmmzw.ftL, 350m g /mi 

ftF'J^A, 50^-li/ml ^t— 50^g/ml * h U ~f h v > Sr^-tr&t 
ifllftDMEMigtt • \£-T-)V3-)Vt±m) (VXT r^jflLvtDMEM^^J t^d 
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) lOml^KAtU ^7vj- hWt- : "7 r;V3>tt») Ji-C^/t-T- 

Xfflffi.%iZmfcLtZo—J5, 10% FCS (v^tfcR) £^frDMEM*&ilJl (^Vn • 
tr-r-^^^ttji) (JsJLT rJflLrt A *) DMEMigifcJ fc^d) Ct, 37°C, 5% m. 



#fflJE SP2/0 (ATCC No.CRL-1581) Zmm^mmmmmniXifr&L, ^JtrtDMEM 

, itt^Jt LT50%(w/v) *'jxf n-;H500 V > 

AthiD 1ml 4-, h Sr«#b*3&*«b*9>o < «9^nt7t^ 

^tb37X:KisaM.LX &^tztem.mTMEMtgi&lml*2mtzfrlfX>®^ < ^SDL, $ 

•^<7)S^{i. 10%O^ vMBJfir/f (Fetal Calf Serum, FCS) t\z^^^>^-y( 
Hh 7^^f'r/(A), -^v>(T) (JSLT THATJ t^do I v^ttfSQ * 
^T1- * DMEMtf * * &Z.tK£*)ftotio HT ( v ^^ttM) & 

mm^m%m^xmw^mz£t)is>y)i<?u->} l zLfzo t&m&* 96^v 

TO^^^r'J K--73i*l4tst bty^n-t^ 
#<7)#m#tt(i. **#«»fc&!R*7 -y -tr-f (ELISA) £ i 

■fe ;v y - 9 - (FACS) l-i 8856-*- £ - t \z X *) ft o 0 
[0 0 7 3] 

t: F^y^n-ti^jL#I4A^7'J F-^OELISAtc «fc V -->^*fi 

, mfamRTfmnmizft^zmASh, mifKmmm6xtm-r^¥kcsnm^xy) 

H MRAIL-Rl^.U f /X(iR2tc#^W^RjStt*^-r^ tf^y * n-^-;l/#L#£ 
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&*(D^%km<D\z Y$i\z MRAIL-RlWR2^ey ? u -^;i4;uf££E£1--5>'W 

n->£^1" : 1-13-6, 1-32-9, 1-40-4, 1-43-43, 2-6-48, 2-11-5, 2 
-12-10, 2-47-11, 2-52-12, 3-10-19, 3-23-8, 3-33-7, 3-42-3, 3-53-15, 2-18 
-2, 3-1-7, E-ll-13, E-14-4, F-4-2, F-4-8, H-48-2, L-30-10, N-18-12, W-40 
-5, X-14-4, X-51-4, X-51-12, A-4-29, G-3-10, H-34-2, K-57-12&£/W-42-2 0 

^tib<7)d *.h-48-2(±, ¥mi3^5ni8Btttfxn&ft&&Ammmm&m3c. 
m mmm^< immr Emmi) ^mmmtLfz 0 mmmm^iz, fermb 

P-7599-e^^o 

[0 0 7 4] 

IPJ4 H h ^Lfeyuy^) ym& k (Ig k ) %m-f&. t y #lTRAIL-R1^ J 5 
u--f i tz It \l \ fttTRAIL^^ J 9 u - ~f- )V^%i^<D^ 

(iilT, ftiftL TTRAIL-Rl-hFcJ , rTRAIL-R2-hFcJ hv^) £0.5//g/ml 'J 

>mm.ffi£.m&i&7k (jsht tpbsj t^^o ) ^ii^L^^co^so// elis 

Affl96^v^f^n7°V-b (Maxisorp, JZ>^ttS0 ^W^HX-, ^S"e3 

0^>^i^-bU TRAIL-Rl-hFcX(iTRAIL-R2-hFc^-7^ ^n^lz-hCt 
^£-££o ^v^-e, ±-/i£J#T, #>)x)K:7*n7^>^l (SuperBlock 
11^) Blocking Buffer, PIERCEttM) fcflQx., m^XlO^m^ > 
L, TRAIL-Rl-hFcXaTRAIL-R2-hFc^|§^-LTV^V>^i^rn -7 ^ L£ 0 
±^:Lt, #^i;i/^TRAIL-Rl-hFcX(±TRAIL-R2-hFc-en-x-f >^L£^ 

[0 0 7 5] 

#^xjh:, ^cTv^r-; K--v^«-Lvt(50/. D^inx., mar-e3o^ 

SJS^-^r^m, ^^xi^0.1% Tween20#^PBS(PBS-T)^2[I]#fc^L^o #CV»T? 
, M#7^if^;v^-^rvr--tf-eillt$^fc^^t Mg/cfjt^ (so^l/^^v 
, Biosource International*!^) (TvS^M^^tt 
SO ^PBS-TT2000teK#IRL ^ ;WC50// UPx, M^T305M 

miiE#2 004-303921 9 
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y + a^-hUfco W^nriz-h^ PBS-T-e3IUi5fej#^, TMBH^Mtft (D 

#^i;i/H0.5Mi£S? (IOO/i Srflnx^ RJ3>*lh*^o ?&S450nm (#M 

?£:R570nm) "CO?R*lS4:^^ ^n^l/-h'j- ^- (MTP-300, 3 n -fm^tfiM 
) T«ilJ^L7to 

[0 0 7 6] 

1 t± „ IDtff L/cfc: b ifiTRAIL-Rl €/^n-t frin&O -V"7??X2!l ^ilStt 
£ ^1" ^"C* * o ^ 2 fi , L t: h #iTRAIL-R2^ -/ * n - ± frffifrW? 9 

[0 0 7 7] 

mi] 



thRTRAI L-RlJi* 






TRAIL-Rl 


TRAIL-R2 


I 1-13 


I gG4 


+ 




I 1-18 


I gG4 


+ 




S 1-32 


I gG 1 


+ 




1-4 0 


I gG 1 


+ 




1-4 3 


I gG 1 


+ 




2-6 


I gG 1 


+ 




2-11 


I gG 1 


+ 




2-12 


I gG 1 






2-18 


I gM 


+ 




2-4 7 


I gG4 


+ 




2-5 2 


I gG 1 


+ 




3-1 


I gM 


+ 




3-7 


I gM 


+ 




3-10 


I gG4 


+ 




3-2 3 


I gG4 


+ 




3-3 3 


I gG4 


+ 




3-4 2 


I g G 2 


+ 




3-5 3 


I gG 1 


+ 





[0 0 7 8] 
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m2] 



thftTRAI L-R2ffifr 






TRAIL-R1 


TRAIL-R2 


A-4-2 7 


I gM 


— 


+ 1 


A-4- 2 9 


I gM 


+ 


+ 


A- 1 1 


I gM 


— 


+ ! 


i E- 1 1 


I gGl 


— 


+ 1 


E- 1 4 


I gGl 


— 


+ 1 


F-4-2 


I gG4 


— 


+ 


I F-4-8 


I gG 1 


— | 


+ 


G- 3 


I gM 


— 


+ 


! H- 3 4 


I gM 


— j 


+ 


H-4 8-2 


I gG 1 


— 


+ 


1-22 


I gM 


— 


+ 


1-35 


I gM 


— 


+ 


[ J - 2 1 


I gM 


— 


+ 


J -2 6 


I gM 


— 


+ 


K-8 


I gM 


— 


+ 


K- 1 6 


I gM 


— 


+ 1 


K- 5 7 


I gM 


— 


+ 


L-4 


I gM 


— 


+ 


L-3 0 


I gG 1 


— 


+ 


N- 1 8 


I gG4 


— 


+ 


P-2 8 


I gM 




+ 


1 P- 3 6 


1 I gM 




+ 


W-4 0-5 


I gG 1 




+ 


i W- 4 2 


I gM 




i + 


X- 1 3 


I gM 




+ 


X- 1 4 


1 I g G 4 




+ 


X- 5 1-4 


1 I gG 1 




+ 


X-5 1 - 1 2 


I gG4 




+ 


X-6 0 


I gM 




+ 


Z- 2 3 


! I gM 




+ 


I 1-39 


I gM 




+ ; 



[0 0 7 9] 

t mm<Ojj&K * 0 . * ^ £ TRAIL-Rl-hFcX tiTRAIL-R2-hFc T? =r 
-7-4 ?u-fv- \ fcfNttLfc&K, #^^^^PBS-T-e2lp|?5fe?f-L 

tz o TRAIL-Rl-hFcX (iTRAIL-R2-hFc *n-f r/^U^Onyiz-K?)^ 
i/Ww. 3^W^TOL£#*<7VWr'J K-^<7)^#_hyf(50// l)£JjQx., 30 
frRJEfc #^i;i/^PBS-T-e20?5fe?#-L^o ^ ^K^n-Ttt 

M#7-9-lf^;i/^^v^--tf-e^|gt$tL7tt^ vjfit: HgGlfcvffc, k7ylt h 
IgG2i^#, t^vlt MgG3^L#:X»±li^^jS;t MgG445L# (#2000f£#IR> 50 
^ The Binding Sitett§£) £Jn*.. "C30^ FhJ h L 

tzo PBS-T-C30^^^ mmmmm. (TMB, lOOjul/**^ DAKOttS) 
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^^mt-, mi&T^ofi-mj y**.^- y o.swmm uoo^i/^ 

x;U) ^JPx., RS£lI:#)£ 0 r^S450nm (#Kg570nm) TOfM^v^f^ 
n^V-h';-^- (MTP-300, nnfltttS) Ti|iJ^Lfc 0 ^ISzf^mJifi^ 
lW^lc^-fo 
[0 0 8 0] 

nmw trail-ris. imm^mm km-? z>&*:;?u-i- ^x^K^mm 

HJ&^l 1 "CP L 7^TRAIL-Rlde 1 1 al§mL929»$. <TTRAIL-R2de 1 1 af£ilL929*ffl 

n& t^M-r £ , mm u-ewn Ltz&*y ^^ora^M * , facs 

ffi%rX~ftotZo 2X10 6 /ml<7)#JgT% L929»> TRAIL-Rldelta3&^L929*fflJfe, TR 
AIL-R2delta|&5[L929*tt£, 1% ^^ifllvtA <9 ^ 0.1%NaN 3 , 1%FCS^PBSC0 
Staining Buffer (SB) H #31 £ -ttfco lfflHS#-iSm (100^ 1/^ i £96?d^7 0 
V-h (^^b>f^7^>V>?il) H^Lt^o ^l-L^t (2000rpnk4°C\ 2 

l)£Jnx.T«#Lfc&, 7KfiT30^K#SLT^«b. it^^l(2000rpm,4 o C, 2 
^) LT±ff*Hf Lfco ^l^-v h ^100^ ;K7)SB-e2|Hl^#-L^^, 0.01 

25mg/ml ORPE^SSUfc n»Mg* F (ab' ) tffcfe (DAKQttSD 30/. 1 ^^Dx. 
, 7KST30^K-r h Ltz a SBt?2@^L^, 300^1^>SBtC^L 

. FACS (FACScan, ^ h >t>V ^>V>ttil) t^&JIBfl&om#»J8*8!ljeL 
fco -e^lS*. v^-f tL<7)^:#:^TRAIL-Rldeltaf§ilL929^&X(iTRAIL-R2deltal§ 
3SL929j|Blia»co*atv^ai^®ttSr^r U L929«^Oi^?&f£tef£#> c,*t*^o 
fzZtfrh, TRAIL-Rmu™iL-R2t#MW^^i-^^#-eab^ £ b1>*t>fr^ 
tz 0 

[0 0 8 1] 

HifcW4^M6^ <b t# <b titz \l h #lTRAIL-R1^ / ^D-f frfofci fclik F trtTR 

AiL-R2^y * u—tfrfcfczmzLir&^jfv h*—?<Dmm±mzm^x, 

i»S3«-C&&Colo205 (ATCC No. CCL-222) JCiti" &M?EI§ aSEMtefcilfflJE Ltz 
o 10%FCS tr RPMIigtfi-C*£« Ltv^ fzCo lo205«BU& £ 2. 5 X loVml Oflftjg fcflH 
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^%-&Ltzo 37°c. 5.0% mm.ii^y^2mmmmLtz^ >^~fv f--^* 
( 7 )^^^°'; (^y^nm) z & >y x-^mo ju i-f^imz-tz 0 

TRAILS (DAKOttSO £&«jKlO(tag/nlTM£JB Lfco itt3>fo-;v 

fcLT, HUgG (BiogenesisttM) WL/: 0 37T\ 5.0% KBI^Tt?48 
B$W*g?*Lfc3fe, MTS^ (Cell Titer 96 AQuequS Non-Radioactive Cell Prol 
i ferat ion Assay : ^ny m±M) ^UmW^m^^MUL, #?^;WI20 
/ilfoiDDLfco S<bfc37lC, 5.0% £t#2f*T"e2l$IBJg* Lfc&, ?«490n 
m (#,«S630nm) tOttS* * n -fV- h 'j - ^- (1420 ARV0 ^)V^- 
y^OVU ■> >fr - : WALLACtttS) "CiMJgU 5 hn>K'J T it xHfc L 

(%) =100x(a-b)/(c-b) (5£>K a«^^^.;K7)«iJ^1il^, bti& 

1") o ^^HI 1 ~3^0 f J^3Sy f 4 H^i- 0 ^3li, ht/CTRAIL-Rl^ey * 

^ zmmMMmS^T^t^h «K m 4 (i, ^ #LTRAIL-R2^e / ^ n -i-frfo 

[0 0 8 2] 



miiEift2 004-3039219 
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1^3] 



fc FSiTRA I L-R l£t# 






Colo205jfflBa£#35 


1-13-6 


I gG4 






1-32-9 


I g G 1 






1—40—4 


I g G 1 






I _ 4 3 _ 4 3 


I g Gl 






2—6—43 


I gGl 






2—1 1—5 


I g G 1 


4- + 


+ + 


2—12—10 


T £? C 1 

•1 -i- 






2-47-1 1 


1 VJ 




+ 


2—52—1 2 


IgGl 


+ + 


+ + 


3-10-19 


I gG4 






3-2 3-8 


I gG4 






3-3 3-7 


I gG4 






3-4 2-3 


I gG2 






3-53-15 


I gGl 






2-18-2 


I gM 


+ + 


+ + 


3-1-7 


I gM 




+ 


sTRAIL l^ig/ml 









+ : *kt?m 2 1 ~ 7 9 % 
- : 2 0 %&TF 



[0 0 8 3] 



fc hSiT R A I L-R2$i# 






Colo205»8fl&£^ 


E- 11-13 


I gGl 


++ 




E- 1 4-4 


I gGl 


+ 


+ 


I F-4-2 


I gG4 


+ 




F-4- 8 


I gGl 






H-4 8-2 


I gGl 


+ + 




L-30-10 


I gGl 


++ 




N- 1 8- 1 2 


I gG4 


+ + 




W-4 0-5 


I gGl 


++ 


+ 


X- 14-4 


I gG4 


++ 


+ 


X- 5 1-4 


I gGl 






X- 5 1 - 1 2 


I gG4 


++ 




A-4- 2 9 


I gM 






G-3-10 


I gM 


++ 




1 H-34-2 


I gM 






K- 5 7 - 1 2 


I gM 


+ 




W-4 2-2 


I gM 






s TRAIL lug/ml 









+ 8 0%JBLfc 

+ : 2 1 ~ 7 9 % 

- : £#3* 2 0 XSTf 



[0 0 8 4] 

Z<D%i^ M h f/CTRAIL-RlS. OT^^B J ? n - lirttn >Yu-)Vt 
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itm. Lxmhfr nco io205iH^ Kmmtt, * mm-r %> zzt wm b&t% 

-otzo SfcK, — U<D\z ht)LTRAIL-R2^-y ? u—f )Vm&X*\$, MgG( 
y ) #^#J if. ij ^ n - ± ^mfcmf&T ( t h #tTRAIL-R2^e / ? n - ± )Utftfo<D 

[0 0 8 5] 

H»J47^S6^^t#ibtt^, \L h^LTRAIL-R2^ey ? u - -f- MjLfcZm.QL'f Z> ^ 

47*1) F—?<7)mm±mzm^x, je#^ hmwmm^&mmx$>hmmc (Bio 

whittakerttM) H*tT 2>MM?tm miS&ZMm Ltz 0 EGM-2*£«1 (Biowhittaker 

t±m) x^mLx^*fz\wEcmm*5><io 4 /m\<Dmm^mmL, #^;uoo^i-r 

o£96^¥Jg7°l^- h (^ h >-T4 y V yftU) izfr&LtZo 37°C. 5.0 

% ^@t*^T-e24B#r B l^*L^^ K--7^«±vf^50^ i/^^;i^-e 

iP£, £*>K, ^ J ftjg5 ( ug/mHl&& X 9 fc-Y^ffifc MgG( 7 )#Hift*°'; ^n- 

t\ MgG (Biogenesis^) £l£ffiL7to 37°C, 5.0% #tm#^T-e48BtK 
if*L7tf^, MTS1>^ (Cell Titer 96 AQueoUS Non-Radioactive Cell Prolifer 
at ion Assay : 7°u J if^M) ^iit^MCi^ilL, & V ^ fr^20ju IT 
o-^JpL7t:o £Ml37t\ 5.0% ^m^T-e2Bf^^*L^^, $tJU90nm(# 
HB^S630nm)-e<Dn^j^^-7-r ?uy°U- Y V~V-(U2Q ARV0 
ii v y ? - I WALLACE) -CSOJe U ^ h =? > KV T^jtTCt^^Ii: LT. AH 

&Lfzo 

l§^£[214 H^To t: h^QTRAIL-I^-^y * n - Pfc fen y 

<D&miZm$\*l— t & V „ H h^TRAIL-R2^ey ? n - ^-;^Jl#:^HUVEC«H^ 
Ltlftt^^ $ & v»d t ^ jfr * o tz 0 
10 0 8 6] 

ffii£# 2004-3039219 
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•2>;W7*'J K-v<75^*±/f ^fflv^T, IE#t: h^®«Human Hepatocyte ( 
THHJ hv^) • .x- • v-ttSD ^i-^HBflg^^tt*3llJ^L 

£ o 5 TmSmmm * 37°C XMM L . CM5300*&itil ( ^ - . a. - • v - £ ffl 
v> T7. 5 X 105/ml Ofiftjg Cll L fclfeK , # V i ;H00 yu 1 fo 

mLtzo 37V, 5.0% gmjfxT^.smmt&mLfc^ tgm<D&m*ft<2tz 0 2 
hK37x:, 5.0% smirxT-eumNimmL, nm^^mn^tzo ^<^>%. 

JWllOyu IT O3jnx.fco 8tt3>hn-A/tLT, t MgG (BiogenesisthHO * 
^fflL/Co 37°C, 5.0% ^m^^T-e24Bt^^*t^l^ »*§tT^HH*IIIJ&05& 
Sge»ft&*I£Lfco ^WlSf, htfLTRAIL-R2^y * n - ^ ;H5frffc £ =i > 
hn-^fcOiB*{±tit*35:bO*v»£fc3&*k, n h#iTRAIL-R2^ey * n-^Hft 

[0 0 8 7] 
[0 0 8 8] 

SEQUENCE LISTING 
<110> KIRIN BEER KABUSHIKI KAISHA 
<120> ANTI TRAIL-R ANTIBODY 
<130> P01-0365 
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<140> 
<141> 

<160> 6 

<170> Patentln Ver. 2. 0 

<210> 1 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : synthet ic DNA 
<400> 1 

cacgaattca ccatggcgcc accaccagct 30 

<210> 2 
<211> 48 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 2 

tttctcgagg cggccgctta tcactccaag gacacggcag agcctgtg 48 

ttifiE#2 004-30392 19 
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<210> 3 
<211> 33 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 3 

cacgaattcg ccaccatgga acaacgggga cag 

<210> 4 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 4 

tttctcgagg cggccgctca ttaggacatg gcagagtctg cattacct 

<210> 5 
<211> 37 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: synthetic DNA 
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<400> 5 

ttctacgagc ggcttatcac agcctcctcc tctgaga 37 

<210> 6 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 6 

ttctacgagc ggccgcttat cacaagtctg caaagtcatc 40 
[0 0 8 9] 

mm^ i : ^j&dna 
:^dna 
mm^ 3 : ^-^dna 

S^iJ#^-4 I ^j&DNA 

mm^ 5 : &mwk 
mm^ 6 : ^^dna 

[mi] 

M h#iTRAIL-Rl^y * n -i-MX^m^t TV K-'v<Oi5*_h/t4 1 ^ 

Co 1 0205 Ktf-fh mmtt%% £ 7F-r m 0 

[H2] 

M h t/tTRA I L-R2 ^E- J ? n -i~ M%fo%m£.1r Z> ^4 TV K--7<7)i§*±i# 4»?> 
Co l o205 K M 1" & *fflJfe?Ei§ 2*^14 £ El o 

miiE#2 004-3039219 
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[IH3] 

t h f/LTRAIL-R2 J & y ? u - -f ;l4/C# £ & ; V K - v <£>i#«±-/f 0 
Colo205tc^1-^>«^Eif*^14^^1-[U OY^rififc MgG( y )##|ift* 0l j ^ n- 

[04] 

HUVEC tcM-T ^ »^BIf SfStt ^ ^i-EIo 
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[m 


1] 
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:i 

k ; 






























. n nn n.n.n, 




n , 3 


_JL_ 


•: 


■ pi • PI ■ pi , m , Pi , 




i 



[@2] 

120 
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* 80 
60 

5? 40 
20 
0 



\^ «^ ^> ^ >N <V -A > > > > 

>>> 
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f~l .i—i n . n . 




I 


. m , H . 







^ S K> X* ^ ^ ^ X* ^ A* J* 



[EI 3] 



120 
100 

I 80 

^ 60 

* 40 
20 
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■ 1 
























I 


- 


1 







Medium 



H-48-2 



N-18-12 



tUSE#2 004-3039219 



mm 2001-150213 



^-v: 2/E 



[EI4] 



m 60 

* 40 







§1 

s*fe 

V 

i: 
"> 

- 




































'.V i- 


















i; 

1 
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# V s V V v ^ ^ V* V s * < * 
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mm) 

mm] mMiL-Rmzm^ s ? n - -r )v$tw<n^m 0 

MIL-RlRV^mfeXte*<Dmmm)n : (a) TRAIL-Rl R Zf/JL (iTRAIL-R2 4r #§31. 
L T v> £ ^ffilfflfla i:7^b-y^^ & ^14 £ ^"T & , (b) TRAIL-R1& UVX 



tti|jE# 2004-3039219 
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1/E 



[*««] 
MB] 

[*#o£t^] 
[WRS^] 

[¥MMIE 1] 
[ttiE*t&«E£] 

[J9fcfe] 
[#I9!#] 

[ft*] 



P01-0365 
«14^ 4J325B 
^Jrftl" Jg 

#112001-150213 

000253503 

100091096 



IS 



m mm 



tbfiE# 2004-3039219 



#11 2 0 0 1 - 1 5 0 2 1 3 ^- V : 1/E 

P01-0365 

[HffiH] ¥#cl4^ 5£ IB 

[&T5fc] #ItJfft / E IS 

[tUR*-^] #112001-150213 

imm^] 000253503 

[ftSA] 

100091096 

[#S±] 

[ft*Xfi*$r1 ftffi 
[^MffilE 1] 

[ft*] Km 2.B 



tfifE# 2004-3039219 



l/E 



(J 
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tU I A I I i 



[000253503] 
1995^ 6 J! 1 4 B 



Hj^^lZfrJII-Tg 1 0 



1 ^ 



ttiiiE# 2004-303921 



